A375 melanoma cells were seeded in 12 well plates at a density of 10,000 cells per 1 ml of medium per well. After 24 hours, the cells were treated with vehicle or leflunomide. After 72 hours, the cells were incubated with 2 μM JC-1 (Life technologies) for 45 minutes at 37° C, 5% CO 2 . Cells were then trypsinised, pelleted, washed in PBS and resuspended in 200 µl of fresh PBS before being analyzed on the BD Accuri TM C6 flow cytometer. Samples were exposed to 488 nm excitation, with JC-1 green monomer fluorescence detected at 533/30 nm in the FL1 channel and JC-1 red aggregates fluorescence detected at 585/20 nm in the FL2 channel. Signal compensation was performed to correct for spillover from FL1 into FL2. Data was analyzed using the BD Accuri TM C6 Software.
SUPPLEMENTARY MATERIALS

Mitochondrial membrane potential [ΔΨM] assay
A375 melanoma cells were seeded in 12 well plates at a density of 10,000 cells per 1 ml of medium per well. After 24 hours, the cells were treated with vehicle or leflunomide. After 72 hours, the cells were incubated with 2 μM JC-1 (Life technologies) for 45 minutes at 37° C, 5% CO 2 . Cells were then trypsinised, pelleted, washed in PBS and resuspended in 200 µl of fresh PBS before being analyzed on the BD Accuri TM C6 flow cytometer. Samples were exposed to 488 nm excitation, with JC-1 green monomer fluorescence detected at 533/30 nm in the FL1 channel and JC-1 red aggregates fluorescence detected at 585/20 nm in the FL2 channel. Signal compensation was performed to correct for spillover from FL1 into FL2. Data was analyzed using the BD Accuri TM C6 Software.
Mitotracker green staining
A375 melanoma cells were seeded in 12-well plates at a density of 10,000 cells per well. After 24 hours the cells were treated with vehicle or leflunomide at the indicated concentrations. After 72 hours, the cells were incubated with 25 nm Mitotracker green (Invitrogen) for 45 minutes at 37° C, 5% CO 2 . Cells were trypsinised and pelleted, then washed in PBS and resuspended in fresh PBS before analysis on the BD Accuri TM C6 flow cytometer (with green fluorescence detected in the FL1 channel). Data was analyzed using the BD Accuri TM C6 Software. . Statistical analysis was determined by two-way ANOVA with Turkey's post-hoc test. * P ≤ 0.05, ** P ≤ 0.01, *** P ≤ 0.001 and **** P ≤ 0.0001.
